. Detection of phosphoproteins isolated using the PhosphoProtein Purification Kit and separated by 2-DE 7-day-old Arabidopsis seedlings were treated with 5 μM cytokinin BA for 15 min and the PhosphoProtein Purification Kit was used to isolate phosphoproteins. Following 2-DE separation of the phosphoproteins, the 2-D gel was stained with (A) Phos-tag™ 540
Phosphoprotein Gel Stain (PerkinElmer) to visualize phosphoproteins with a Fuji FLA -5100 imaging system (508 dpi). Then, the same gel was post-stained with (B) Bio-Safe Coomassie G250 and scanned with a Bio-Rad GS-800 Calibrated Densitometer to record total protein pattern. The quality of the spot patterns is similar for both staining and visualization procedures, and 29 out of 31 spots differentially regulated by cytokinins (Table 2, Figure 1C) can be matched on both images. P6 and P27, missing from the image obtained using Phos-tag™ staining are spots with lower spot volume; possibly below the detection limit of the Phos-tag™ stain.
